Abstract
150
The blue box highlights ISGs that reduced HCMV virus production by more than 2-fold in 151 unmodified fibroblast cells, but were not substantially inhibitory in IRF3 KO fibroblast cells.
152
These IRF3-dependant inhibitory ISGs are highlighted in figure 1C and include cGAS, TLR3,
153
MyD88 and DDX60, all known to act through IRF3 signalling. Additional ISGs, not previously 154 known to act through IRF3, showed a similar pattern. The green box in figure 1B highlights
155
ISGs that inhibit HCMV virus production in both wild type fibroblast cells and IRF3 KO cells,
156
with figure 1D showing the relative virus production levels in each cell type. These IRF3-
157
independent ISGs include those that signal through IRF3 independent pathways (eg IRF7 
173
To confirm GFP reporter levels expressed by the virus accurately reflected virus replication, 
268
The existence of a mixed population of cells expressing high and low levels of ZAP, correlating 269 with progression of virus replication is further supported by sorting of infected cell populations.
270
Following infection with TB40/E-GFP at an MOI of 3, cells were sorted into high and low GFP 
287
However, ZAPS antiviral activity does not seem to be dependent on TRIM25 ubiquitination. In
288
this study, we show that like ZAPS, TRIM25 is a potent, IRF3 independent inhibitor of HCMV 289 replication (Figure 1 and 2) . 
295
ZAPS expression is considered to be stimulated by IFN treatment, indicating that differential 296 splicing is involved in the regulation of ZAPS and ZAPL levels ( Figure 8B ).
298
To determine whether the failure in ZAPS induction following TRIM25 knockdown was at the 299 RNA or protein level, ZAPS and ZAPL RNA levels were determined by RT-qPCR. Fibroblast 300 cells were transfected with a control siRNA or siRNA targeting TRIM25 and infected with
301
TB40/E-GFP. Total RNA was harvested 24 HPI and primers specific to ZAPS, ZAPL or to a 302 shared region of ZAP were used to measure transcript levels. While total levels of ZAP RNA
303
were unaffected by TRIM25 knockdown, levels of ZAPS were significantly reduced with a 304 corresponding increase in ZAPL levels ( Figure 8C ). This effect is not specific to HCMV 
439
Arrayed ISG lentivirus expression library screening
440
The human lentivirus expression library has been previously described 42 . In brief the library 
454
NHDFs were incubated for 48 hours and then infected with GFP expressing TB40E virus at
455
an MOI of three.
457
Western blot analysis
458
Cells were lysed with RIPA buffer (0.1% SDS, 1% Triton X-100, 1% deoxycholate, 5 mM
459
EDTA, 150 mM NaCl, and 10 mM Tris at pH 7.2) containing protease inhibitor cocktail (Roche).
460
Ten micrograms of the total lysate was separated in 10% SDS-polyacrylamide gels and 
468
Blots were probed with primary antibody (1:500-1:5000) diluted in 5% dehydrated milk in Tris IE1   IE2   IE1   IE2   IE1   IE2   IE1   IE2   IE  1   IE2   IE1   IE3   IE1   IE3   IE1   IE3   IE1   IE1   IE2   IE1   IE2   IE1   IE2   IE1   IE2  IE1   IE2   IE1   IE2 Western blot analysis shows that the low GFP expressing population correlated with high levels of ZAPS expression and a failure in progression of virus replication, although IE1 expression can still be detected. In contrast, the high GFP expressing population correlated with low ZAPS expression and high levels of viral protein production, consistent with successful virus replication.
